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O/PBS, and were then supplemented with biotinylated, anti-interferon gamma specific 
antibody at 0.5 ug/ml. After incubation for 2 hours at 37°C, plates were washed, and 
developed with commercially available reagents, for 1 hour, followed by 10 minutes of 
incubation with dye substrate. Plates were then prepped for counting, positives being 
indicated by blue spots. The number of blue spots/well was determined as the frequency of 
NY-ESO-1 specific CTLs/well 

[0083] Experiments were run, in triplicate, and total number of CTLs was calculated. 
As controls, one of reagents alone, effector cells alone, or antigen presenting cells alone were 
used. The difference between the number of positives in stimulated versus non-stimulated 
cells, was calculated as the effective number of peptide specific CTLs above background. 
Three peptides were found to be reactive, i.e.: 

LLSHGAVIEV (amino acids 102-111 of SEQ ID NO: 23, 158-167 of SEQ ID NO: 

32) 

SLSKILDTV (amino acids 904-912 of SEQ ID NO: 23, 960-968 of SEQ ID NO: 32) 
SLDQKLFQL (amino acids 1262-1270 of SEQ ID NO: 23, 1318-1326 of SEQ ID 
NO: 32). 



[0084] The complete list of peptides tested, with reference to their position in SEQ ID 
NO: 23, follows: 



Peptide 


Position 


FLVDRKVCQL 


amino acids 35-43 of SEQ ID NO: 23 


ILIDSGADI 


amino acids 68-76 of SEQ ID NO: 23 


AVYSEILSV 


amino acids 90-98 of SEQ ED NO: 23 


ILSVVAKLL 


amino acids 95-103 of SEQ ID NO: 23 


LLSHGAVIEV 


amino acids 102-1 1 1 of SEQ ID NO: 23 


KLLSHGAVI 


amino acids 101-109 of SEQ ID NO: 23 


FLL1KNANA 


amino acids 134-142 of SEQ ID NO: 23 


MLLQQNVDV 


amino acids 167-175 of SEQ ED NO: 23 


GMLLQQNVDV 


amino acids 166-175 of SEQ ID NO: 23 


LLQQNVDVFA 


amino acids 168-177 of SEQ ID NO: 23 
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TAWFKKETPV 


amino acids 161 -170 of SFO TT> NO- 91 

allllllU aL/lUo JVJl-J /v Ul uUV^ il^/ £*D 


ST FFSSAKT 


amino acids 410-418 of SFO TT> MO- 91 


CTPFNSTYOKV 


amino acids 441 -450 of SFO IT) MO* 91 


KVMFINRFV 

IV V X.Y1 J_/.1_L i| XVL/ V 


amino arirls 44Q-4S7 nf SFO TT> NO- 91 

allllllU auiLlo L t'ry / Ul jj_,y UU' 1>VJ. ZJ 


ELMDMOTFKA 


amino acids 687-6Q6 of SFO TT) NO- 91 


FLMDMOTFKA 


amino acids 806-815 of SEO TD NO- 91 


SLSKILDTV 


amino acids 904-9T2 of SEO TD NO* 23 


KILDTVHSC 


amino acids 907-915 of SFO TD NO- 21 

CU.lAi.llv/ tlvlvl O J \J 1 ^/ 1 *J \J ±. kj 1.^ V / i i_y ll V/, £*~J 


TLNEKTREEL 

1.1— /l > l^lVllvLvlwiJ-/ 


amino arid*; 987-QQ6 of SFO TD NO- 91 

aiiiiiiw av^mo joi jy\j ui kjivv/ LLJ invj. 


RTODTFT KSV 


amino arids 1018 1 097 nf SFO TTl NO- 91 
clIIIIUU dUlUb 1U10-IU-,/ Ul oHvv^ LLJ lNU. 


YT T H PMPM1 


nn linn oniric 1 047 10S1 r\f QPfi m MO* 97 
allllllU ablUb lU'fJ-lUJl OI iXJ iNvJ, Zj 


CM\ KKFTAMT 


amino oniric 1 04Q 1 OSS r*f QThO iFi MO* 97 


AMT KT FT ATT 


amino aridc 1 056-1 OrSS of SFO TTi MO* 91 


KTT TCFKNAFT 


amino arid*; 1 081 -1 000 of SFO IT) >JO* 91 


VLIAENTML 

V Ijlilljl > J. J. VJ. J_/ 


amino acids 1 1 1 4-1 1 22 of SFO TD NO- 21 


CT ORKMNVDV 


amino acids 1 1 74-1 1 81 of SFO TD NO- 91 


KMNVDVSST 

1VLV.1..1 /N V L/ V OO 1 


amino acids 1 1 78-1 1 86 of SFO TD NO- 91 


CT DDK I FOT 


amino ariHc 1 969 1 970 nf SPH TT, MO- 91 


TCT FOT OSKNM 


amino arirlc 1 966 1 975 nf SPO TH Mfl- 97 
allllllU aClvio 1ZUU*1Z,/J Ui LLJ INv/. ZJ 


FOT OSKNMWT 


amino acids 1 968-1 977 of SFO TTl NO- 91 
diiiniu dA/iiio 1Z.UO l_- / / Ul OX-/ V/ ll_y l>j\_/. jLD 


QLQSKNMWL 


amino acids 1269-1277 of SEQ ID NO: 23 


NMWLQQQLV 


amino acids 1274-1282 of SEQ ID NO: 23 


WLQQQLVHA 


amino acids 1276-1284 of SEQ ID NO: 23 


KITIDLHFL 


amino acids 1293-1301 of SEQ ID NO: 23 



EXAMPLE 22 



[0085] Expression of the full length NY-BR-1 molecule was analyzed, by 
determining the presence of mRNA, in various normal and tumor tissue samples. 

[0086] RT-PCR assays were carried out, as described in examples 5 & 9, on a variety 
of tissue samples. 
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